What are we afraid of and what

can be done?
e BSE In the UK

e BSE In other countries

e BSE in other animals (e.g. sheep)
e vCJD In blood

e vCJD In medicines

e A diagnostic test Is heeded



Assays for TSES

* Infectivity
 PrPsc
e Surrogate



Brain Preparations

* Four brains, each MM at codon 129,
homogenised as a 10% suspension in 0.25M
sucrose

e One normal, one vCJD, two sporadic CJD
e 2000 ampoules of each preparation



Minimum detectable volume of homogenates

Laborat | Volume | Spl sp2 VCID
ory loaded! | CJD? CJD

1 5 0.22 0.50 0.091
2 20 0.20 2.0 0.20

3 3 0.25 1.0 0.60

4 8 0.067 0.35 0.067
5 5 0.33 1.25 0.25

6 100 0.18 0.44 0.18
7a 167 0.076 0.13 0.076
7b 167 0.0017 | 0.0073 | 0.0009




Potency of preparations relative to vCJD preparation

Laborat | splCJD |sp2CJD
ory

1 0.42 0.18

2 1.00 0.10

3 2.40 0.60

4 1.00 0.19

5 0.75 0.20

6 1.00 0.41

7a 1.00 0.58

70 0.58 0.13




Comparison of vCJD tissue homogenates

using sandwich DELFIA 10% vCJD brain
homogenate

—<&— Plasma spiked with
vCJD brain homgenate

(1:100)
1000000 - 10% spleen
homogenate
=== 10% spleen
100000 - homogenate
------ cut off: PBS-BSA
10000 4
TRF sensitivity
Brain 5.06
Spiked plasma 451
1000 -
Spleen (red) 3.52
Spleen (turquoise) 3.71
100 + -
1.00E-06 1.00E-05 1.00E-04 1.00E-03 1.00E-02 1.00E-01 1.00E+00

sample dilution



Cell Line Genotype
MRC-1 MV
MRC-5 MV
MRC-7 MM
MRC-9 MV
IMR90 MM

Wi38 MM

HEK-293T MM




PrP Expression Cell Lines
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Western Blot analysis of cell line protein extracts for prp expression. Protein extracts
(9ug) from cell lines were resolved by SDS-PAGE, transferred onto PVDF membrane and analysed for
prp expression using the anti-prp mouse monoclonal 3F4.



Relative Fluorescence Units
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Relative Fluorescence Units
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Relative Fluoresence Units
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